SUMMARY
TA3 ascites tumor cells maintained in vitro as a dilute suspension in 0.9% NaCl solution (physiological saline) were found to undergo time-dependent degenerative processes leading to alterations in both membrane characteristics and tumor transplantation properties. A 30% decrease in the negative cellular surface charge density occurred within 2 hr. when TA3 cells were incubated in a 0.9% NaCl solution at 23 °C. A similar reduction in negative surface charge density occurred within 0.5 hr. when the medium was maintained at 37 °C. This time-dependent reduction in surface charge was prevented when cellular metabolism was blocked either by maintaining the medium at 4 °C. or by adding 1 m~ cyanide ion to a 23 °C medium. TD50 Measurements,· Tumor doses· for a TD50 determination were prepared by serial twofold dilutions starting from a stock cell suspension with a concentration equal to the highest dose level. Sterile saline (0.9% NaCl solution) was used as the diluent, In all cases, the highest dose level was chosen to produce 100% mortality, and a total of 6 to 8 graded dose levels were used for a TD50 determination, Each tumor dose in a 0.1 ml volume was injected i.p. into 10 recipient mice. The TDSO value was calculated by probit analysis from the percent mortality observed at the various dose levels over an 8-week period following tumor inoculation. As a test of reproducibilitys TD50 determinations were performed twice.
Tumor Growth Kinetics The amount of sialic acid removed from TA3 cells by neuraminidase treatment was assayed by the thiobarbituric acid method of Warren (7).
The supernatent solution from neuraminidas:e:..treated cells was heated to 70-80 °C for 10 min. to flocculate the enzyme and any residual cells.
The solution was then clarified by two serial centrifugations at 1100 x g for 5 minq following which the· co1odmetric assay for sialic acid was carried out. Appropriate controls and blanks were processed in an identical manner.
Crystalline N-acetylneuramiriic acid dissolved in distilled water was used to construct a standard curve The results of these TD50 and dye exclusion studies are summarized in Table 3 . 
